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*«U fctx-WUTC-^ 0Xl<7>7k.fe*X~<Dm%L, MiS. (2 5°C) fcTOJHtfcfc' 
n&jm><0&T*mk\~V5<*Z£frh, 4t-20t; 4°C~10°C) 

#(10, 000Xg~50, OOOXg, 0°C~10°C, 10^-6 0^ 

) -eff iv», 
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[0 0 16] 

urns* ^jsm^tf ot*> i < N ^aonifLSit^'^tt^m-^^fi^oiiifL 
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[0 0 18] 

K (&T> TPMSFJ b\t*TZb&$>&o ) ^ T^n^-> % n 
-f ^-f^^^-yA, E-64 (L-trans -.x v~;V 

[0 0 19] 

/iM~50mM^t$W:Wf!L<, 0. 0 1 mM~ 5 mMM^W £ 
fc**J: OAF* iv^o -7°tf -r7--te*-f >ttT^-**l /iM*It^^ ^nfT 

[0 0 2 0] 

[0 0 2 1] 
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±is#>; trt±> ^^o^ffl^ia^-t-^i^^^oT^tttt^ic 
fWRtifc<. tic A, j&Bfeav^A, fltSfctaSaiJ^A, ifrft* 
V^a, v >Bfcjc*=i*y ❖a, ^Jc.>HMc3lf~*y ^a x «fflfc*y u > 
KzitK^^u^a. 3«Mt#v*A, 7^/u»*u^A«:irHftWftBIR-c«ffl 

t*-i:^-e#, ttf tftK* U A S: tffl 1 4 1 1 v\ *y*Aau±, 
[0 0 2 2] 

fcfcx.ifftK*y ^Afc^UBfiOtf'J ^AJHI-Cab**^ lOmM 
-5 0 OmMMJWit^t t <x 2 OmM-3 0 0 mM^TS *t& £ 
^i^flFt U\ * 'J ^At^l 0mM*ii fcli5 0 OmM^Iil.^ 

[0 0 2 3] 

fA, ^-X^m^^^v^A, V >Bbtar^*->*A^ 3-^b^^^v^A, 
TMfcffl ^tr^I^m^iJr^v^ASr^ffl-t-^O^t Lv^o 

[0 0 2 4] 

^t^ffifflift*^^»tav^*^^Aao«^r*fc:«ptiWRt±4v^ mpg 

Stt^H^^ ^tx.{fg^m^^^v^A^^2filfiom-e^>^^, 0.1m 
M~l OmM^f^tL^Ct^JK, 0. 5mM-5mM^t$tlSit** 
i^lt^o v^^y^At^O. lmM*it/:(il OmM^liSi:, ? 
> / ^ ® (7) K #21 & J&^-tW^cte K & Mfa K * £ *6 * & o 
[0 0 2 5] 

±|B>^*hW h-* TDTTJ tv^it****. ) SMtl* 

lh<0lWTK^S*L£ ^Sttftiffl^+^^-C 0. lmM~10m 
M^Zti&^trtmi L<, 0. 5mM-5mM^t$^C:t!6 s ± *)$f£ t 
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[0 0 2 6] 

(=mmmm+mmm) n*5v*t\ tz tx.im&* tz^m&mo^m^ tiz 

o iOJ: a &M«3iJt trti, JRMC1WIRttfc< % fcfcxJf, HEPES-KOH 
> Tr i s-HC K HSfc-IMH- M; * A , ? jl>&- ? x.>Wtf- Y «; >> A, 

d^s^ *?m> mes> piPES4^fm;t^T?is 0 

SO* s «ftt<, pH^6~8. 5K#JSf$*l& J:^ ^^O^^ffl-f 0 
if I Lvs $mifcOpH#4*?»£fcl±pH7&*l O^Iil)^ #SMI!<BRJ&fc 

EPES-KOH (pH6~8. 5) i&m-t2><01>*&Kifr* Lv> 0 
[0 0 2 7] 

VkWt&ffi&frb, 5mM-2 0 0mM^t$tiSii*«jfiL<, 10mM~ 
1 0 0mM^$*L& «50^ tv^o ilr^ s 5mM*IS-e2bSt, Bfcft 

mLtzmmmz&^xmmmm&^zMfa^&ztzftx&y) , ttzmmm^ 

&fc\zt£h®.mz$>Z>tztbX*3bZ> 0 
[0 0 2 8] 

ffifc* >^^n^m<om%mm^mmm^u^n^tx<D^mm^>xit 
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1 oMMO^i Lt(i, ±.&Lfz<r>tmM<7)$kft (10, 000Xg~5 
0, OOOXg, 0°C~10r> 10 55^-6 0^) t^TX-l^v^ 
[0 0 2 9] 

J: 0 2 8 0 nintci5tt^^^ ? *^^v>li^#^^^LrWmmi: LTiS 
[0 0 3 0] 

JiiB^Vii^itU y^mm^(DMWLX <9 2 8 0 nm^&lt&l&ftJS 

o 

^^x{fJ^m*7A PD-10 (T^v-rA /NM^-9--f-x>XttM) 

■ei, 1 0mM~l 0 OmMCOHEPES-KOH (pH6~8. 5 

) . 2 0mM~3 0 0mM«*'J')A, 0. 5mM~5mM«ii7^^y 
^A, 0. 5mM~ 5mM<7)DTT\ 0. 0 lmM~5mM<7)PMSF^tt 

or^ata-C^ttTV^ J:-9tc % 0. lmL- lmL£ IWfr k-ttili X <> 
*v^>/<^R^jftl6**i-*ll|^*^J:<^i-4i:v^«jftJ:>) % 0. 4 
mL~0.6mL& 1 M$3-fc"t*<Z>J&*EP£ Lv> 0 

Y)VmMfe<7)ffi.m£ *) 2 8 0 nmK&lt&iSbfcJtrtn 0£l±OM^* 
flJft&o 3«5«StiU fcfcx.«TU ltrospec3300pro (7"7ytA 
/^^^M^-^ttlD *^0«S*fflv*T> #Hi^»co^"C±|B2 8 0 nm 

[0 0 3 1] 
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m&LT&<<bj)mtL^ 0 ffi&mvmi&tLx^ ±.mLtzmmmmtmw.<7) 

U ZtiZ&bftm (tzttLtf, 7 0 0Xg, 10&m, 4Vt^d0kft) -tz 
g(7)m$mmmmmmKML5mL- l 0 OmLW^JK, l OmL 

o 

10 0 3 2] 

-eii&v^\ ^tti^^^^OTti6^ JftfcBJMlmLK*tLT0. lg~5 
gXtoZ^MTt L< ^ 0. 5 g~2 g^&O^J: «9#f£ Lv* 0 
[0 0 3 3] 

&j&mt LxftmKinm-t&zttfxz&o m^im^mmmmmm^ m$im 

TO««a*<7)Wffi^^^ ^N°?S7tjg-eimg/mL~2 0 Omg/mLt 
tt^Ct^i L<. 1 0mg/mL-l 0 Omg/mLMt^^t^i: 
Bt LV^ 0 ^m^ad^^^»76^>/^«^ST*lmg/'mL*?fT^^>t. 

^&&fci6-T?£>t9> tfc^^ffi^^*^* >'^g^Jg^2 0 Omg/m 

o 

fe-f&ZtXfcfcZtl, tztz.lt, BCA Protein assay Ki 
t (PIERCEttl) £f£ffiU *>^IC^£M£t-&ClU::J:oT&;e 
^tLS 0 ^l2mLi:^Ltt>^4-0. lmLiPx.. 3 7 
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tT3 0«*WRIS5$*> flitt&tt (Ul trospec3300pro, 7"7 
v^A ;U**M iVXttSQ £ffiv>T, 5 6 2 nm^C:ktf;l>l&;7fcE£^IlJ;t-f 
;z> 0 3>fn-^tLTIJ, jiHt, * vjfiLvtT;V7^ > (BSA) fcfcfflU & 

[0 0 3 4] 
[0 0 3 5] 

*n9§oaittiifct±. ni?L»^»»fi^c7)^aiti^ ^ stakjR-c 1 o m 

g/mL- 1 0 Omg/mLtttl. h £ IC, 2 0mM-3 0 OmMOii* 
U^A^ 0. 5mM-5mMOfti7^y>>A, 0. 5mM~5mMODTT 
> 0. 0 1 mM~ 5mMOPMS F, 1 0 mM~ 1 0 0 mM^HE P E S -KO 
H (pH6~8. 5) i&m*&£7K$mZti2><DitmtL\<*o 
[0 0 3 6] 

&z.ttfx£& 0 &&*&mte&v&temw&9*'*?M&&EUBi&^ hirna 
<^mWi^m^^x^>^^n^^ir^mmmmm^<7y^i l zx^^>^^M^ 

[0 0 3 7] 

*%w<o^fex&hti&mmm*m^xmmiz*izmfflj&R9 >^^k^r 

»10 (v/v) %~8 0 (v/v) %, #Kf±3 0 (v/v) %~6 0 ( 
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. lmg/mL~ 1 6 Omg/mL b%2> X o KmUZtl&Otfiftt t <> 3 m 
g/mL~6 Omg/mL t^^. ^ CIS? ^IMtB 
W^fCM-CO. lmg/mL*it/cttl 6 Omg/mL^: 

[0 0 3 8] 

t LT> ^fmRNA, ftV^Ait, T^v^A*^ DT T> 7f/y>H'J 
RNaser/t^-, t RNA> Wmn^'Pti: < £ fc^rt* (0^0 

[0 0 3 9] 

mmmm i:fi*L^^ m RN a £ a u m %m^mmm k & * l * v > m 

Sfcm R N A X h & jN* ffi?& * 1H«-t & <^ \zm V > rt: Hi?Ll!lTO*» t:S*fSm 

iOcDNAHJSU H^^cDNAOtSBB^J^L, il«mR 
N A om^ffiyiJ i: JfctW- & i t xmm -TZZbtfrSZo 
[0 0 4 0] 

fc; BWfc^&^^^K*^tw*eap^fflisi£Ey!i-c*tL^ ^rna 

[0 0 4 1] 
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I<7)ORF (Open reading frame) £ TfrSfcO^ * /:ix.l^ p T^T V 
e c t o r (7n #1±fD O 5 ' - /? ?u tf > 'J - r-@B^JOT»!Et*#A U 

[0 0 4 2] 

g/mL- 1 0 0 Oyu g/mL^Sti&Cl fciWS L <U lO^g/mL-5 
00// g/mL^f?*i&:^J: «JflPt ^mRNA^l ^ g/mL* 
SlSfcttl 0 0 0// g/mL^ix.^t, * W**St£j£<a&J£#1£T^*«fa 

[0 0 4 3] 

Kcfe^T, 1 0 mM- 5 0 0 mM^f $tt^. i fc^f t < , 2 0 mM- 3 0 0 
mM^IS *t£ CI £ tf X y) U Z L v> 0 
[0 0 4 4] 

vny^ASfi, _h& L/c ffltt jft £ £ tt Z> t ~> ^ a £ ITO<7>«f & 
^?>> 0. lmM-10mM^M:^ftL< 

„ 0. 5 mM- 5 mMtt S *i& i fc i 0 i L v» 0 
[0 0 4 5] 

0. lmM~ 1 OmMtt^^CltWI L<> 0. 5mM~ 
[0 0 4 6] 

mm&J&fc* KSstf&TTV^VHV >m (JSJLT. TATPJ kv^ifc*** 
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*„ ) it, ?>'*?n&f&<0&m<7)Wi&frb, m&fcfcWL^K&^XO. Olm 
M~ 1 OmM&mZti&Ztmit L<, 0. lmM~5mMM^^^t^ 
ilJliflU^o ATP^O. 0 1mM*iif;lil0mM^Ix.^^ * 

^co&mmmm&T't %> m% k & %> tz t> x& & 0 

[0 0 4 7] 

%mBLBWL*^&rtZ>7TS -»HV >M (J*HT\ TGTPj fcv^ifc36»* 
* c ) tiu *:"<*«#J&0&j£<atEj&7&^ ^»RlS«£+t-*^T0. 0 lm 
M-lOmMtf ?tL^it«L<> 0. 0 5 mM~ 5 mM^t£*i& £ t 
#J:OffJU>o GTP#0. 0 lmM5fcfltifc»±l OmM^li^i:, * W? 

[0 0 4 8] 

OmM-g^r$*L*£ fcjWt L<, 1 OraM- 1 0 OmM^t$*i4i^J: *9 
^U^o ^ vrf - ^ 1 mM*i-e$)l) h , ^t^lOAT P i: g t p 

T*&»), * tz? l/7f>'J >M-£> S 2 0 OmM^lx.^'t, t LTfl& § , 

[0 0 4 9] 

?ztb<D$LfrX*3b<?X, ?l/7f>'J >it*t:ATPi:GTP^tl)gKlt 

lES^t^^tl ft g/mL~l 0 0 0^ g/mL^f$WCH«t<, 
1 0 ft g/mL~5 0 0 ^ g/mL^^tL^CLt^J: Lv> 0 ^V7f> 

g/raLtlt^^t, ^^tO A T P t G T P tif: 

* l/7fV*t- 0 0 0^ g/mL^iiU, L"C«#, * 

> ; t * 5t 0^3iJg^i£T"t & MlPl & 2> tz tb X*3b Z> o 
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[0 0 5 0] 

v> % ^n'J'A ^vn^fv>, MJ^1«77>, T^^7^>, *fe'J>, M/ 

±M<DT5.;MJ&ft*n ^M~l 0 0 0 fxM^Zti&Zkfimt L<, 1 0/z 
M~2 0 O^M^r^tL&^-h^J: *)#f:£ Lv> 0 T ^ y^** 1 p M*mt tz 
\$ \ 0 0 0 ^M^M£^> fc> ^^/^KO^^» s 1&Tt-^ilffi]lcab^^a6T' 

o 

[0 0 5 1] 

fmRNA^ 5 1 RNAWBfM^M'fb^tLT, * w^K<^j&£^f £<7)£|5£ 
cgl&m^$*t;E> *><7>-e& «9 > ^m^^^fe^-co. iu/^l-ioo 

dt7i $ J; !9«ft Lv^o RNaser/H^-^O. lU/j«L*J!-e^t, 
R N a s e O^HIfStt&^ftJx. § * v>fl[6j * & tz*bX«$> Ztz 

RNas e'f >fctf*-7^1 0 0U/^L^Ix.l>t> * W^JteJSRJSfcfi 

[0 0 5 2] 

m<Dffig % frb, mmBLJ&WL*Ki8\i*X l g/mL-1 0 0 0 ytz g/mL^f$ 
*L&Cl£7W£ L<> 10/* g/mL~5 0 0// g/mL^£*L& £ h;6 ? J: <9 
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01 L^o t RNAt&U/* g/mL*it/dil 0 0 0^ g/mL^ix.^t 
* > * jWST-*- & fg|p] H £ & tztb"?$> h o 

[0 0 5 3] 

«Kat=«fflt?S. RM*03Mj&»^ HEPES-KOH (pH6~8. 5) &j£ 
I^M^^t)^ 5mM-2 0 0mM^t?iiSitWiL<> 10mM~l 
[0 0 5 4] 

TO. 0 1mM~10mM^t$ii^:i:«L<, 0. 0 5mM~5mM^ 
%iZtl2>Z.btf£ Lv> 0 ^^;vV/>^0. 0 1 mM*i-e*^t 

[0 0 5 5] 

{M&3 0 (v/v) %~6 0 (v/v) 2 0mM~3 0 

OmM^ii^'J^A, 0. 5mM~5mM^Si-7^^>")A, 0. 5 mM~ 
5 mMWDTT, 0. 1 mM~ 5 mM^ATP, 0. 0 5 mM~ 5 mMOGT P 
, 10mM~10 0mMO^V7f>'J^ 1 0 fx g/m L ~ 5 0 0 fx g/m 
LW^VTf^^rt-^ 10^M~2 0 0 /1 M«75;», 0. 5U//i 
L-l 0 U/// LORNaser/t^- 10^ g/mL-5 0 0 ^ g/m 
LOtRNA> 1 0 ft g/mL- 5 0 0 fi g/mL«mRNA, 1 0 mM~ 
lOOmMOHEPES-KOH (pH6~8. 5) mt^i ^ ClS^ti 

[0 0 5 6] 
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fiiMfcTfr d o JRt&zaKt±, «^ 1 0 1)~ 4 0 T\ » 4 L < 14 2 0 r~ 3 0 

IrJK& JR&OI$Mt±> 1B#H~7 2B#lflK L < f± 3 f$ 
[0 0 5 7] 

0*OMte<7>ffll5£, SDS-PAGE, Mt^^^^io 
[0 0 5 8] 

[0 0 5 9] 
[HWJ] 

ipfflflaa&2 .lxi o6i@oPi?Li&^*«L 5 1 7 8 y- s cmbk&mm 
m^ftffiMmmmmmmm*>*-£*)frm 1 o%^^m i Mm.m (in 

v i t r o g e nttli) *#trRPMI 1 6 4 0J§J& (Invi trogentt 
M) ^Ao^*7 7X3 (2 100cm2) ft-e3 7'C> 5%C02#H^T"C 
7 0H^tU« -e^»t4. 2X10%> 1110. 57gt^ 

[0 0 6 0] 

gflfcflM 1 

* -T\ _tf2##$I 1 t?J&* LfettflWUBBJft**^* ( 7 0 0 x g , 10^ 

w) ici^jR^u Ttm^mmwix-3mmm (7oox g> iow*tt 
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• 5 0 mM 



•10 0 mM 



HEPES-KOH (pH7. 4) 



• 2 mM 



• 2 mM 



DTT 



±|ffllfiJftOiifei£ifcfc0. 5 7mLO0. 5 mM PMSF^itT2 0 

ioisf^^tftctifi: (2#) jjfc^^^o *^^aws$*^ 

^ &1 O^COtK^-C^L^o ^K*H*L.;fc8K 4*C, 30, OOOXgt 
1 0#Mit'Lvfr8t (himacCR20B3, H^ILMbSSD Lt^S:»i 
, ±tt^lHJRL^o »fc*Lfc±:**3&fc«*MMfc (4t;, 3 0, 0 0 0 X g ; 

[0 0 6 1] 

##ffi] 2 

:MmRNA^g 
(1) ^^^-DNA^il 

p G EM- luc Vector ("7°n ^ ^fetft) 5 n g *»SLfc gB^iJ^ 
E?!l#^l K^1":£2feE?!ISr^r1-*7'?>f (Luc T7-F3-Kpn) 
fc, @B^iB^J#-^2^i-^afe@B^J«r^ri-^^7-f^- (Luc T7-R4 
-Kpn) KOD plus (M&ffim±M) £fflV>T, 9 7«C15B\ 5 
5°C3 0#> 6 8°C120#\ 3 0 9 )^<DP C R £fr o £ e ^ 

ODNAifrtffiSL^ KpnIt«U 0 dtLfctiglJ^ p T N T 

Vector (^n^^tS) £Kpn I*C»<bL.feo £ ft T2T 
n-^^;v«$CJMaft?^*Lfe^ Gen Elute Gel Purifi 
cation Kit (~>^vtt«) S:iv>t:DNAifr*i«bfco L i g a 
t i on High (m^M^) £ft<b <DD N AUffJtfc 9 

y 3 >L/;t> «IDH5<r (m#*mtt») &^R*K&Lfco ^SME&bfc 
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^ZK^i&mtH^-f&^y 4-?- (T7 promoter) i^B 
ig Dye Terminator Cycle Sequencing F 
S (7y7 0VWt'>^fAX1±8) ^^ty-^x>y>«> (9 6°C 
1 Of, 5 0°C55p>\ 6 0 4 5h 3 Ot'f^^) *ft*otz 0 £*>RJfcifc*AB 
I PRISM 310 Genetic Analyzer (T^-f W 
ti/^fAXttS) il*@a^f*f^1f o/io pT N T Vectorft 

ijt#\Zfiti-f*7 7s 5 KSrp TnT-L u c fc^L/Co 
[0 0 6 2] 
( 2 ) in vitro $K^i50£ 

±.15 (1) t« I/: p T N T - L u c ^ B a mH I tilfc lf;t> 7x/- 
i^nn^^i^ i^y-;W:i^)iSUo ^<b*U:DN ASrtf- 1 
g^iltLt> R i boMax Large Scale RNA Prod 
u c t i o n S y s t em-T7 (-futiftiM) £fflv*2 0 M 1 X^-;ve 
3 7^4l$WmRNA&#j£US:o 
[0 0 6 3] 

(3) ^mRNA^il 

±IBie^Rj£^ORJS^2 0/(L(^ 1 UORQ 1 RN a s e free 
DNase (7tM 2fJ±»0 £«U 3 7^ 15^>^-hU» 

ofco &kftfcifcJK& 10 0 m LOifilCiil, Nick C o 1 umn ( 

^fro^o *#m®5>£H!iKU ftBR* 'J £ii«J^0 . 3Mh^^i^:ijin 
L> i^y-;vjtjR*fro/io £-Jfc£*LfcmRN AO^Ili, 2 6 0 nm©« 

[0 0 6 4] 
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• 5 0 ( v / v ) % 




• 2 5mM 


HEPES-KOH (pH7. 4) 


•15 0 mM 


fHfcfcU -7 A 


• 1 mM 




• 1 mM 


DTT 


• 0. 5mM 


ATP 


• 0. ImM 


GTP 


• 2 0 mM 








• 0. 2 5mM 




■ 4 0 ftM 


7^1 (2 01) 


• 1 U//i L 


RNase^H^- (t M&tS*) 


•2 0 0// g/mL 


t R N A 


• 2 4 0/i g/mL 


^j-fmRNA 


• 1 0 (v/v) % 


^ i; ^ n — ;v 


ATP (v^ttS) 


. GTP (~>^*fc») > T^sm. (2 OS) (v^ 



ttSD , RNa s e-f V If * - (SiBiittK) > t RNA (n->a • ¥ <iT ¥ 



fiiMG- 1 0 0 0 &Mv>fCo RJC£fff»t±2 5 ^ L. RlSSJKti 2 0 °C i: L> R 

jE&^Fwrtn-ij-vyy ^?^^->7 x 7 -fe'i^iSL^o £■ 

jftS:h.;fc/l'S'7i?-*tt*'V7:r9-*Ty*>f*y h (E- 1 5 0 0, ~?u 

. 5/u LfciSiDU iK;^^- (Tuner Designs TD-20 
/20, -?u*if#M) £ffiv*T, ^>7x7- \£lz£2>&%:*mfcLtz 0 
tftk RJSBB*&lltWejKiO. 5 // g/mLOitt^i' >/^S^(:^ 
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Lfc 0 

[0 0 6 5] 

i tmm- Lx^mLtzm%WimmmmL 5 1 1 8 y- s h»j 

jfilJ^ iVy7x7-€lil0ng/mLi:, 1 5 0 t><7> 1 

O tz 0 

[0 0 6 6] 

[f&I^iM:] 

[0 0 6 7] 

1 : 

7°^^- Luc T7-F3-Kpn 
Sfi^iJ#^2 : 

7 , 7'f , 7- Luc T7-R4-Kpn 

se^ij#^3 : 

7" 7 W "7— T7 promoter 
[0 0 6 8] 

[se^ij^] 

SEQUENCE LISTING 
<110> RENG0 CO, LTD. 
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<120> culutured mammalian cell extract, and method for preparity same, m 
ethod for producing proteins using same 

<130> A5965 
<160> 3 

<210> 1 
<211> 7 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Luc T7-F3-Kpn 
<400> 1 

ggggtaccat ggaagacgcc aaaaacataa 30 

<210> 2 
<211> 29 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> Luc T7-R4-Kpn 
<400> 2 

ggggtacctt acaatttgga ctttccgcc 29 
<210> 3 
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<211> 20 
<212> DNA 

<213> Artf icial Sequence 
<220> 

<223> T7 promoter 
<400> 3 

taatacgact cactataggc 20 
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[HUH] imit^ *9 > ^ott*«t »J * * y/i?K&j8A<Dft\t*Mffiffi& 



ffiiE# 2004-3061011 



#M 2003-165390 



1/E 



WWII**] 



K1040335 
¥^16^ 3B31H 

#0,2003-165390 
000001993 

ms* mm 

075-823-1111 

005050 
4, 200R 



ffitE# 2004-306101 1 



tI2 003-165390 
tti I A i I i i 



fft!8U#-5- [000115980] 
1 . m.^n H 1990^8J!23B 

ft m tiMrli1S^I4Tilf 18 6^" 



ffiSE#-^- £tiiE# 2 0 0 4 - 3 0 6 1 0 1 1 
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m m a m m m « 



»B0#* [000001993] 
1. tMHB 1 9 9 0^ 8B27B 



ffiM-S§- tBiiE#2 0 0 4 - 3 0 6 1 0 1 1 



